Abstract: Viruses are underrepresented as targets in pharmacological screening efforts, given the difficulties of devising suitable cell-based and biochemical assays. In this study we found that a pre-fractionated organic extract of the Red Sea sponge Amphimedon chloros was able to inhibit the West Nile Virus NS3 protease (WNV NS3). Using liquid chromatography-mass spectrometry (LC-MS) and nuclear magnetic resonance (NMR) spectroscopy, the identity of the bioactive compound was determined as a 3-alkylpyridinium with m/z = 190.16. Diffusion Ordered Spectroscopy (DOSY) NMR and NMR relaxation rate analysis suggest that the bioactive compound forms oligomers of up to 35 kDa. We observed that at 9.4 µg/mL there was up to 40-70% inhibitory activity on WNV NS3 protease in orthogonal biochemical assays for solid phase extracts (SPE) of A. chloros. However, the LC-MS purified fragment was effective at inhibiting the protease up to 95% at an approximate amount of 2 µg/mL with negligible cytotoxicity to HeLa cells based on a High-Content Screening (HCS) cytological profiling strategy. To date, 3-alkylpyridinium type natural products have not been reported to show antiviral activity since the first characterization of halitoxin, or 3-alkylpyridinium, in 1978. This study provides the first account of a 3-alkylpyridinium complex that exhibits a proposed antiviral activity by inhibiting the NS3 protease. We suggest that the here-described compound can be further modified to increase its stability and tested in a cell-based assay to explore its full potential as a potential novel antiviral capable of inhibiting WNV replication.
Introduction
Viruses are underrepresented as targets in pharmacological screening efforts. This is because cell-based assays of viruses are innately complex and require biochemical assay counterscreens causing them to be time consuming and expensive. These challenges cause antiviral assays to be prioritized provides a method by which to determine the molecular weight of a compound by its rate of diffusion. Knowing the molecular weight of the compound isolated from A. chloros allowed for the direct comparison of the cytotoxicity of the isolated halitoxin to cytotoxicity reports for other halitoxins of various sizes. Provided here is the first account of the antiviral potential for the halitoxin family of compounds.
Results

A. chloros Demonstrates Inhibition of West Nile Virus NS3 Protease
Solid phase extracts (SPE) for three biological replicates of A. chloros were generated and screened for inhibitory activity against the WNV NS3 protease in two orthogonal biochemical assays. One assay used a QXLTM570/5-TAMRA FRET conjugated substrate and the second used a different, AMC-conjugated substrate to ensure that a potential hit was not a false positive resulting from the compound interacting with the fluorophore. SPE fraction 2 (50% Isopropyl Alcohol (IPA)/H 2 O) displayed the strongest inhibitory activity in all three biological replicates, and thus was further screened in a 1:2 dilution series (Figure 1a, b) . The results obtained from screening six technical replicates of the three biological replicates in a serial dilution were averaged and revealed an 80-90% inhibition of the NS3 protease activity when tested at 75 µg/mL in both assays (Figure 1a, b) . The same set of samples was screened for the ability to inhibit the HCV protease as well as Factor Xa associated with the serine protease, thrombin (Figure 1c the cytotoxicity of the isolated halitoxin to cytotoxicity reports for other halitoxins of various sizes. Provided here is the first account of the antiviral potential for the halitoxin family of compounds.
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Solid phase extracts (SPE) for three biological replicates of A. chloros were generated and screened for inhibitory activity against the WNV NS3 protease in two orthogonal biochemical assays. One assay used a QXLTM570/5-TAMRA FRET conjugated substrate and the second used a different, AMC-conjugated substrate to ensure that a potential hit was not a false positive resulting from the compound interacting with the fluorophore. SPE fraction 2 (50% Isopropyl Alcohol (IPA)/H2O) displayed the strongest inhibitory activity in all three biological replicates, and thus was further screened in a 1:2 dilution series (Figure 1a, b) . The results obtained from screening six technical replicates of the three biological replicates in a serial dilution were averaged and revealed an 80-90% inhibition of the NS3 protease activity when tested at 75 μg/mL in both assays (Figure 1a,b) . The same set of samples was screened for the ability to inhibit the HCV protease as well as Factor Xa associated with the serine protease, thrombin (Figure 1c 
Analytical Chemistry Reveals 3-Alkylpyridinium as the Bioactive Compound
The LC-MS spectrum of the active SPE fraction 2 of A. chloros showed two major species; one with m/z 190.16, henceforth referred to as compound 1, and the other with m/z 379.31, henceforth referred to as compound 2 (Figure 2) . A compound with the same MS signature has been reported previously [11] where the species with m/z 190.16 was proposed to be a doubly charged, cyclic, alkylpyridinium salt (Figure 2, compound 1) and the m/z 379.31 species, a singly charged ion with a terminal olefin formed by gas phase cleavage (Figure 2, compound 2) . Our mass accuracy of <1 ppm is consistent with these structures, and the observation of these two ions from a single chromatographic peak ( Figure S1 ) supports their derivation from a single molecule. 
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The LC-MS spectrum of the active SPE fraction 2 of A. chloros showed two major species; one with m/z 190.16, henceforth referred to as compound 1, and the other with m/z 379.31, henceforth referred to as compound 2 (Figure 2) . A compound with the same MS signature has been reported previously [11] where the species with m/z 190.16 was proposed to be a doubly charged, cyclic, alkylpyridinium salt (Figure 2, compound 1) and the m/z 379.31species, a singly charged ion with a terminal olefin formed by gas phase cleavage (Figure 2, compound 2) . Our mass accuracy of < 1 ppm is consistent with these structures, and the observation of these two ions from a single chromatographic peak ( Figure S1 ) supports their derivation from a single molecule. Analysis of NMR spectra of the active SPE fraction 2 identified a molecular fragment with 1 Hand 13 C-NMR chemical shifts consistent with the cyclic molecule of compound 1 and very similar to the 1 H-NMR chemical shifts reported previously [11] . The NMR-defined fragment matches only half of compound 1, but this is to be expected as compound 1 is symmetrical and the methylenes in the center of the alkyl chain will be overlapping and difficult to resolve. Interestingly, the peaks of compound 1 in the 1D 1 H-NMR spectrum ( Figure S5 ) were broader than the peaks of the solvent (methanol-d4, δH 3.31 ppm), suggesting a larger molecular weight for the sample than for the solvent. Furthermore, the NOESY spectrum ( Figure S10 ) showed negative peaks for the aromatic resonances, suggesting a large molecular weight, and positive peaks for the aliphatic resonances, indicative of a small molecular weight. To determine if the negative peaks were due to chemical exchange a ROESY spectrum ( Figure S11 ) was recorded. The ROESY showed only positive peaks, thereby eliminating the possibility that chemical exchange produced the negative peaks in the NOESY. Observation of positive and negative peaks in the NOESY suggests that different parts of the molecule exhibit different rates of motion, or that the molecule is in dynamic exchange between different oligomeric states.
The prior report of compound 1 was unable to determine if the molecule was a polymer or a large oligomer [11] . Mass spectrometric analysis could conceivably dissociate an oligomer or fragment a polymer into its monomeric subunits, and thus not describe the true size of the molecule. To better characterize the size of compound 1, we resorted to NMR techniques that report on the state of the molecule in solution. Firstly, a 2D Diffusion Ordered Spectroscopy (DOSY) spectrum was Analysis of NMR spectra of the active SPE fraction 2 identified a molecular fragment with 1 Hand 13 C-NMR chemical shifts consistent with the cyclic molecule of compound 1 and very similar to the 1 H-NMR chemical shifts reported previously [11] . The NMR-defined fragment matches only half of compound 1, but this is to be expected as compound 1 is symmetrical and the methylenes in the center of the alkyl chain will be overlapping and difficult to resolve. Interestingly, the peaks of compound 1 in the 1D 1 H-NMR spectrum ( Figure S5 ) were broader than the peaks of the solvent (methanol-d 4 , δ H 3.31 ppm), suggesting a larger molecular weight for the sample than for the solvent. Furthermore, the NOESY spectrum ( Figure S10 ) showed negative peaks for the aromatic resonances, suggesting a large molecular weight, and positive peaks for the aliphatic resonances, indicative of a small molecular weight. To determine if the negative peaks were due to chemical exchange a ROESY spectrum ( Figure S11 ) was recorded. The ROESY showed only positive peaks, thereby eliminating the possibility that chemical exchange produced the negative peaks in the NOESY. Observation of positive and negative peaks in the NOESY suggests that different parts of the molecule exhibit different rates of motion, or that the molecule is in dynamic exchange between different oligomeric states.
The prior report of compound 1 was unable to determine if the molecule was a polymer or a large oligomer [11] . Mass spectrometric analysis could conceivably dissociate an oligomer or fragment a polymer into its monomeric subunits, and thus not describe the true size of the molecule. To better characterize the size of compound 1, we resorted to NMR techniques that report on the state of the Converting the diffusion constants to molecular weights using a relationship calibrated with a collection of small molecules [18] gave an estimated molecular weight for compound 1 of 35,000. This surprisingly large value prompted us to find another means of estimating the molecular weight.
and then estimated the molecular weight using an empirical relationship derived from isotopically labeled proteins [22] . Relaxation rates were obtained only for the aromatic pyridinium resonances as methyl and methylene resonances introduce different relaxation pathways that complicate the analysis [23] . The 13 C T1 and T2 relaxation rates of the aromatic resonance of compound 1 are shown in Table S3 . Converting the relaxation rates to a rotational diffusion time gave a value of 1.08 ns, which corresponds to a molecular weight of approximately 700.
The discrepancy in molecular weight estimates is likely due to a dynamic equilibrium between single molecules and large oligomers. In a self-associating system with a range of sizes the DOSY experiment will emphasize the large oligomers, as the signals from the slower moving, large oligmers will be less attenuated than those from the smaller, faster moving oligomers. In the relaxation rate analysis the opposite is true. Signals from the slow moving, large oligomers will be attenuated more rapidly than those from the faster, smaller oligomers. Thus, the molecular weights estimated from the two different methods are likely to be upper and lower bounds on the actual size of the oligomer. We note that compound 1 was originally proposed to exist as a large oligomer or polymer [11] . As a second method to estimate molecular weight of compound 1 we measured 13 C T 1 and T 2 relaxation rates, used these to calculate the rotational diffusion time using known relationships [21] , and then estimated the molecular weight using an empirical relationship derived from isotopically labeled proteins [22] . Relaxation rates were obtained only for the aromatic pyridinium resonances as methyl and methylene resonances introduce different relaxation pathways that complicate the analysis [23] . The 13 C T 1 and T 2 relaxation rates of the aromatic resonance of compound 1 are shown in Table S3 . Converting the relaxation rates to a rotational diffusion time gave a value of 1.08 ns, which corresponds to a molecular weight of approximately 700.
The discrepancy in molecular weight estimates is likely due to a dynamic equilibrium between single molecules and large oligomers. In a self-associating system with a range of sizes the DOSY experiment will emphasize the large oligomers, as the signals from the slower moving, large oligmers will be less attenuated than those from the smaller, faster moving oligomers. In the relaxation rate analysis the opposite is true. Signals from the slow moving, large oligomers will be attenuated more rapidly than those from the faster, smaller oligomers. Thus, the molecular weights estimated from the two different methods are likely to be upper and lower bounds on the actual size of the oligomer. We note that compound 1 was originally proposed to exist as a large oligomer or polymer [11] .
In order to confirm that compound 1 was responsible for the WNV NS3 inhibitory activity and not the lipid contaminant identified in the DOSY, a fraction was collected (Table S1 ) from the region of the chromatogram ( Figure S3 ) where compound 1 was present in the greatest relative abundance and was tested again for WNV NS3 protease inhibition (Figure 4) . From this re-evaluation we could confirm with high certainty that the active compound is compound 1, which inhibits the NS3 protease up to 95% when screened at a concentration of 2 µg/mL. In order to confirm that compound 1 was responsible for the WNV NS3 inhibitory activity and not the lipid contaminant identified in the DOSY, a fraction was collected (Table S1 ) from the region of the chromatogram ( Figure S3 ) where compound 1 was present in the greatest relative abundance and was tested again for WNV NS3 protease inhibition (Figure 4) . From this re-evaluation we could confirm with high certainty that the active compound is compound 1, which inhibits the NS3 protease up to 95% when screened at a concentration of 2 µ g/mL. 
Cytological Profiling Reveals the Bioactive 3-Alkylpyridinium Salt as Negligibly Cytotoxic
In order to compare cellular toxicity of the full SPE fraction 2 (Figure 1 a,b) and the purified compound (Figure 4) , we screened four dilutions (75 μg/mL-9.4 μg/mL) of one of the biological replicates (BR3) of the full SPE fraction (Figure 1 ) and four dilutions (2 μg/mL-0.25 μg/mL) of its resulting NS3 active m/z 190.16 LC-MS focused fraction (Figure 4 ) on HeLa cells ( Figure 5 ). We used a High-Content Screening (HCS) cytological profiling strategy that captures a broad panel of cellular markers to gain insight into the induced toxicity on multiple levels [24] . Compound toxicity is mostly a combination of various mechanisms, and thus, a unidimensional experimental approach is unlikely to capture the complexity of the underlying processes. We observed that the overall toxicity profile is significantly reduced for the focused fraction dilution series in comparison to the dilution series for the parent SPE fraction. The parent SPE fraction simultaneously affects a multitude of cellular processes including a marked cell loss at higher concentrations as well as strong activation of NFkB, p53 and caspase 9. In contrast, the focused fraction shows almost no effect on any of the cellular markers. The overall concentration of the focused fraction is less than the parent SPE fraction (approximately 2 μg/mL), yet NS3 activity is enhanced, suggesting that the focused fraction is not only a potent inhibitor of the WNV NS3 protease, but also exhibits negligible cytotoxicity to HeLa cells. 
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Discussion
The halitoxins, presumed polymers of 3-alkylpyridinium fragments, are a group of structurally diverse natural products that have mainly been isolated from marine sponges. These molecules can be found as cyclic or linear compounds and as monomeric or as polymeric alkylpyridiniums (poly-APS). They were first characterized in 1978 [10] for their characteristic toxicity to fish, and since then, a diversity of biological activities has been observed [11, 12, [15] [16] [17] [18] . In this study, we have identified and characterized a 3-alkylpyridinium compound (compound 1), which shows inhibitory activity against the WNV NS3 protease. Davies-Coleman et al. [11] synthesized the cyclic alkylpyridinium salt and found that on thin-layer chromatography (TLC) it ran much faster than the natural product they had isolated, leading them to conclude that the natural product was an oligomer or polymer. To accurately assess the molecular size of our active compound, we used DOSY and relaxation rate analysis. Our results suggest that the molecule is not a polymer but rather an oligomer, or assembly of up to 90 molecules. Notably, alkylpyridinum salts are used as surfactants and can form micelles with as few as 10 or as many as 100 molecules [25] .
In our most sensitive assay, using an AMC conjugated substrate, the SPE fraction 2 that contained compound 1 showed 90% inhibition of the WNV NS3 protease at 75 μg/mL. The same set of samples was screened for the ability to inhibit the HCV protease, as well as Factor Xa (Figure 1c,d) , a serine protease which leads to blood clot formation by converting prothrombin to thrombin. All replicates of fraction 2 failed to show inhibition of either of the additional serine protease targets suggesting specificity for the WNV NS3 serine protease. Instead, in both the HCV and Factors Xa assays there was an enhancement of the protease activity on the substrate, which suggests that the active compound could be increasing the activity of these proteases, possibly through a surfactant effect [26] [27] [28] . Like other surfactants, compound 1 most likely exhibits a critical micelle concentration (CMC) where the molecule shows an abrupt change in solution state according to temperature and electrolyte concentration. Additional serine protease targets should be screened to determine an exclusive specificity of the active compound for the WNV NS3 protease.
To gain insight into toxicity of compound 1, we employed a High-Content Screening (HCS) cytological profiling strategy on HeLa cells assaying SPE parent fraction dilutions and dilutions of compound 1 (Figure 5 ). The parent fraction that contains compound 1 showed cytotoxicity for the four dilutions of 75 μg/mL to 9.4 μg/mL when screened using the HCS platform that assesses a number of cellular features commonly affected by toxic compounds (Figure 5 ). After the LC-MS flowthrough focused on the time point where compound 1 is present in the greatest relative abundance (Figure S1 ), and testing again in the WNV NS3 assay with an AMC conjugated substrate, we observed 
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To gain insight into toxicity of compound 1, we employed a High-Content Screening (HCS) cytological profiling strategy on HeLa cells assaying SPE parent fraction dilutions and dilutions of compound 1 (Figure 5 ). The parent fraction that contains compound 1 showed cytotoxicity for the four dilutions of 75 µg/mL to 9.4 µg/mL when screened using the HCS platform that assesses a number of cellular features commonly affected by toxic compounds (Figure 5 ). After the LC-MS flow-through focused on the time point where compound 1 is present in the greatest relative abundance (Figure S1 ), and testing again in the WNV NS3 assay with an AMC conjugated substrate, we observed that the compound 1 focused fraction, screened at 2 µg/mL, is most likely responsible for the observed WNV NS3 inhibition (Figure 4 ). This same focused sample was then screened on the HCS platform and no longer showed the toxicity profile associated with the SPE parent fraction ( Figure 5 ). Our HCS results show that the fraction collected from LC-MS is nontoxic at concentrations below 9.4 µg/mL (screened at approximately 2 µg/mL), whereas, the parent fraction is toxic ( Figure 5 ). This is in accordance with previous reports relating compound size and treatment amount to toxicity for the halitoxin family [15, 17, 29] . Interestingly, the parent fraction strongly affects a variety of cellular processes, even at concentrations where no reductions in cell numbers were observed, including the induction of several well-known markers of toxicity, including activation of NFkB, p53, caspase 9 as well as effects on mitochondria, ER, and the cytoskeleton, whereas the focused fraction does not. In addition, at the higher concentrations of the parent fraction with markedly reduced cell counts, we observed an increased intensity of the membrane marker which might indicate membrane-targeting activity of the active compound. The observed reduction in toxicity of the focused fraction could be due to the reduced concentration of the NS3 protease-inhibiting material; or this concentration may not be achieving the critical micelle concentration and thereby generating a large enough oligomer capable of permeating cell membranes. Future work to evaluate this compound for its potential as a WNV antiviral would require a cell-based assay to determine compound efficacy in addition to X-ray crystallography work to fully understand the mechanism of binding for this compound to the WNV NS3 protease.
Materials and Methods
A. chloros Sponge Collection
The Amphimedon chloros specimens were collected using gardening shears from Inner Fsar reef (22 • 14 37 .61 N; 39 • 00 28.03 E) off the coast of KAUST (Red Sea, Saudi Arabia) at 12 meters depth using SCUBA. The samples were briefly rinsed with PBS, wrapped in foil and placed on ice, then frozen to −80 • C until processing.
A. chloros Sponge Extraction
Small sponge specimens of 4-10 grams in weight were ground using a mortar and pestle, and then extracted with 15 mL of methanol overnight at 4 • C. The following day, the methanol extract was dried onto 150 mg of Diaion HP20SS beads in a CentriVap complete vacuum concentrator (Labconco, Kansas City, MO, USA) on low, the beads were loaded into a 25 mL Flash Cartridge (Sorbtech, Norcross, GA, USA) with 0.795 diameter Frits (Sorbtech), desalted with deionized water (15 mL, FW1, FW2), and then eluted with 15 mL of solvent in the following series: 25% IPA/H 2 O, 50% IPA/H 2 O, 75% IPA/H 2 O, 100% MeOH [27] .
Liquid Chromatography-Mass Spectrometry (LC-MS) of A. chloros SPE Fraction
Liquid chromatography-mass spectrometry (LC-MS) was carried out on the Thermo LTQ Orbitrap instrument (Thermo Fisher Scientific, Waltham, MA, USA) in positive mode using electrospray ionization. The 10 µL of solid phase extracted (SPE) sponge material was separated using a ZORBAX Eclipse XDB-C18 LC column (Agilent Technologies, Santa Clara, CA, USA), 4.6 mm, 150 mm, 5 µm with the gradient displayed in Table S1 and a flow rate of 0.800 mL/min. 10 µL of solid phase extract was also directly injected and the desired compound was collected at a specific run time to obtain a concentrated sample of m/z 190.16 ( Figure 2, compound 1) .
Nuclear Magnetic Resonance (NMR) of A. chloros 3-Alkyl Pyridinium
The isolated 3-alkylpyridinium compound (12 mg) dissolved in methanol-d 4 was used to collect NMR spectra at 298 K on Avance III 600 MHz spectrometer (Bruker, Billerica, MA, USA). Standard Bruker pulse sequences were employed. Spectra were referenced to the residual methanol solvent resonance (3.31 ppm for 1 H and 49.0 for 13 C). The HMBC was optimized for 8 Hz couplings, the NOESY used a 500 ms mixing time, and the ROESY used a 300 ms mixing time. The DOSY experimental data were obtained using bipolar gradient pulse pairs and two spoil gradients (ledbpgp2s in the standard Bruker pulse sequence library). A smoothed square shape of 2.4 ms duration was used for the bipolar gradients; its strength was increased linearly from 2% to 95% of the maximum gradient strength of 53 G/cm, acquiring 32 steps of gradient levels. A gradient recovery delay of 2 ms was used and the diffusion time was set to 300 ms (D20 of 300 ms and a P30 of 2400 µs). Each spectrum collected 128 transients with a 5 s recycle delay for a total experimental time of 7.5 h. The spectrum was processed and analyzed using TopSpin 2.1 (Bruker). 13 C relaxation rate spectra were measured in an interleaved fashion. For T 1 s 13 delays were used (10, 20, 30, . Spectra were processed with the software NMRpipe [22] and rates were extracted using the software Sparky [23] .
West Nile Virus (WNV) NS3 Protease Inhibition Assay
The West Nile Virus NS3 protease inhibition assay was carried out using the commercial kit SensoLyte®) 440 West Nile Virus Protease Assay Kit (AnaSpec, San Jose, CA, USA). The protease is a truncated form of West Nile NS3 protease (residues 1-186). Connected to it is NS2B cofactor (residues 49-96) by the linker sequence, GGGGSGGGG. Protease activity was assessed by its ability to cleave the fluorogenic peptide Pyr-RTKR-AMC, and the subsequent production of free AMC (7-amino-4-methylcoumarin) fluorophores monitored at 354 nm excitation wavelength and 442 nm emission wavelength. As well, a second orthogonal substrate cleavage experiment was carried out, which used a FRET conjugated substrate. In this assay, West Nile Virus NS3 protease inhibition was assayed using the commercial kit SensoLyte®570 West Nile Virus Protease Assay Kit (AnaSpec). Here, WNV protease inhibitors are assessed by their ability to inhibit the cleavage of the QXLTM570/5-TAMRA FRET substrate by the protease. Upon cleavage into two separate fragments by the WNV NS3 protease, the fluorescence of 5-TAMRA can be monitored at excitation/emission = 540 nm/575 nm. All extracts and controls were performed with three replicates in a 384-well plate format, each with a total reaction mixture of 33 µL. To begin, the test extracts and protease solution were incubated at 37 • C for 10 min before the addition of the pre-heated substrate. After substrate addition and gentle mixing the reaction was incubated at 37 • C for one h. The fluorophore was detected with the use of a SpectraMax®Paradigm®Multi-mode Microplate Detection Platform (Molecular Devices, Sunnyvale, CA, USA) by scanning at the wavelength associated with the respective assay.
HCV NS3/4A Protease Inhibition Assay
The HCV NS3/4A protease inhibition assay was carried out using the commercial SensoLyte®520 HCV Protease Assay Kit (AnaSpec). The HCV NS3/4A protease is a 217 amino acid fusion protein (22.7 kDa) with NS4A co-factor fused to the N-terminus of NS3 protease domain. HCV NS3/4A protease activity was assessed by its ability to cleave the fluorogenic FRET peptide, and the subsequent unquenching by QXL 520 quencher of the 5-FAM fluorophore, which emits fluorescence. All extracts and controls were performed with three replicates in a 384-well plate format, each with a total reaction mixture of 18 µL. To begin, the test extracts and protease solution were incubated at room temperature for 10 min before the addition of the substrate. After substrate addition and gentle mixing the reaction was incubated at room temperature for one hour. The fluorophore was detected with the use of a SpectraMax®Paradigm®Multi-mode Microplate Detection Platform (Molecular Devices) by scanning at 490 nm excitation wavelength and 520 nm emission wavelength.
Thrombin Serine Protease Inhibition Assay
The Factor Xa inhibition assay was carried out using a commercial SensoLyte®520 Factor Xa Assay Kit (AnaSpec). The Factor Xa activity was assessed by its ability to cleave the fluorogenic FRET peptide and the subsequent unquenching by QXL 520 quencher of the 5-FAM fluorophore, which emits fluorescence. All extracts and controls were performed with three replicates in a 384-well plate format, each with a total reaction mixture of 12.5 µL. To begin, the test extracts and Thrombin/Factor Xa solution were incubated for five minutes then the substrate was added. After substrate addition and gentle mixing the reaction was incubated at room temperature for one hour. The fluorophore was detected with the use of a SpectraMax®Paradigm®Multi-mode Microplate Detection Platform (Molecular Devices) by scanning at 490 nm excitation wavelength and 520 nm emission wavelength.
